. Both versions of the GFPβ1-9 barrel display robust GFP reconstitution in vivo. (A) In the initial report describing the tripartite split-GFP system (Cabantous et al., 2013) , constructs of the GFPβ1-9 barrel that end at different positions after the 9 th strand were used. Hence, we tested two such versions of GFPβ1-9 in yeast in vivo: A, which includes four additional residues (DNGS; red); and, B, ending after VLLP. Diploids (1 and 9, respectively) expressing β10-(linker) 32 -Cdc10 and Cdc10-(linker) 33 -β11, as well as Cdc11-mCherry, and carrying plasmids expressing either GFPβ1-9(A) (pGF-IVL794) or GFPβ1-9(B) (pGF-IVL795) from the inducible GAL1/GAL10 promoter, were cultured overnight in 2% raffinose-0.2% sucrose medium selective for the presence of the plasmid, then back diluted into either the same medium containing 2% glucose (left) or 2% galactose (right), grown for 4.5 h, washed, and imaged by fluorescence microscopy. Glucose repression of either GFPβ1-9(A) or GFPβ1-9(B) expression prevented reconstitution of any GFP signal, whereas galactose induction of either GFPβ1-9(A) or GFPβ1- Table S3 . Diploid strains used in this study. 1 For all diploids, unless otherwise noted, the plasmid expressing GFPβ1-9 was transformed into the MATa strain prior to mating and diploid selection. Additionally, all haploid strains were selected on medium containing 5-FOA to counter-select for any covering vectors expressing WT copies of the septin gene(s). Unless otherwise noted, yeast were mated on YPD for 24 hours at 30°C and replica-plated to SD-HIS-LEU, grown for 2 days, and transferred to a second SD-HIS-LEU plate and grown for 1-2 additional days.
Diploid
2 For clarity, the general category and description of each small grouping of diploid strains is
given. In general, one protein fusion is held constant and compared against the remaining set of five tagged septins. The portion held constant in each grouping is briefly described (e.g. Cdc10-β11).
